Background: The mechanism of db-cAMP regulating fat deposition and improving lean percentage is unclear and needs to be further studied. Methods: Eighteen 100-day-old Duroc × Landrance × Large White barrows (49.75 ± 0.75 kg) were used for experiment 1, and 15 eighteen 135-day-old barrows (78.34 ± 1.22 kg) were used for experiment 2 to investigate the effects of dietary dibutyryl-cAMP (db-cAMP) on fat deposition in finishing pigs. Pigs were fed with a corn-soybean meal-based diet supplemented with 0 or 15 mg/kg db-cAMP, and both experiments lasted 35 days, respectively. Results: The results showed that db-cAMP decreased the backfat thickness, backfat percentage, and diameter of backfat cells without changing the growth performance or carcass characteristics in both experiments, and this effect was more marked in experiment 1 than in experiment 2; db-cAMP enhanced the activity of the growth hormoneinsulin-like growth factor-1 (GH-IGF-1) axis and pro-opiomelanocortin (POMC) system in both experiments, which suppressed the accumulation of backfat deposition; microarray analysis showed that db-cAMP suppressed the inflammatory system within the adipose tissue related to insulin sensitivity, which also reduced fat synthesis. Conclusions: In summary, the effect of db-cAMP on suppressing fat synthesis and accumulation is better in the earlier phase than in the later phase of finishing pigs, and db-cAMP plays this function by increasing the activity of the GH-IGF-1 axis and POMC system, while decreasing the inflammatory system within the adipose tissue related to insulin sensitive or lipolysis.
Background
Dibutyryl cAMP (db-cAMP), an orally active cell-permeant derivative of cAMP, has the same functions as endogenous cAMP, the latter playing a crucial role of signal transduction in numerous biological activities, such as regulating cell growth, enzyme activities, lipolysis, and gene expression [31, 38] . In recent years, dietary db-cAMP has been used in the pig production with beneficial effect on increasing the content of lean meat and decreasing fat in pig carcasses [39] . Our previous work [38] also showed that db-cAMP increased the lean percentage and decreased the backfat thickness, while it did not affect the growth performance or meat quality, indicating that db-cAMP may have potential for producing more lean meat as a feed additive in pig production. Some reports indicated that db-cAMP decreased the size of adipocytes, inhibited fat deposition in adipocytes, and reduced proliferation and differentiation of the preadipocytes [21, 38] . As cAMP is well-known for many hormones mediating signal transduction, and promoting lipolysis through adenylyl cyclase-cAMP-protein kinase pathway [4, 6] , it seemed likely that exogenous db-cAMP also played functions through the endocrine and cell signaling pathway. Exogenous supplementation with cAMP or db-cAMP to anterior pituitary cells promoted the secretion of growth hormone [30] which is known to stimulate leantissue growth and inhibit adipose tissue growth [5] . DbcAMP also increased the expression of beta-adrenoceptors and activated endogenous adenylate cyclase [7] . In addition, cAMP inhibited expression of genes such as fatty acid synthase (FAS) and malate dehydrogenase (MDH) in fat cells in vitro [11] . However, the mechanism of db-cAMP regulating fat deposition and improving lean percentage needs to be further studied. The present research has investigated the effect of dietary db-cAMP on concentrations of relevant hormones, metabolic indices, and gene expression profiles in backfat adipocytes of pigs to better understand the functional mechanisms of its action.
Methods

Pigs and diets
Eighteen 100-day-old Duroc × Landrance × Large White barrows (49.75 ± 0.75 kg) were used for experiment 1, and eighteen 135-day-old barrows (78.34 ± 1.22 kg) were used for experiment 2, each experiment lasting for 35 days and treated at the same condition. Other than for balancing on the basis of weight and ancestry, pigs were randomly assigned to 2 groups, controls, or supplemented with db-cAMP. Each treatment consisted of three replicate pens, each with three pigs. All pigs were housed in the animal facilities of the Institute of Animal Science in the Guangdong Academy of Agricultural Sciences. Pigs were fed with a corn-soybean meal-based diet (Table 1 , meeting requirements for finishing pigs according to NRC (1998) , without (as controls) or with 15 mg/kg db-cAMP (98 % purity, Hangzhou Meiya Biotechnology Co, Ltd, Hangzhou, China) as described by Wang et al. [38] (note: experiment 1 stands for the earlier phase of fattening pigs; experiment 2 stands for the later phase of fattening pigs).
Feeding and slaughter procedure
Pigs were weighed at the end of the experiment, and feed consumed was recorded daily for each replicate to determine average daily gain (ADG), average daily feed intake (ADFI), and feed to gain (F:G). At the end of each experiment, pigs were fasted for 14 h, blood sampled, then immediately electro-stunned, and exsanguinated. All aspects of the experiment including transport and slaughtering procedures were carried out in accordance with the Chinese guidelines [29] and approved by Animal Ethical Committee of Institute of Animal Science, Guangdong Academy of Agricultural Sciences. Carcasses were weighed and split in the median plane. The dressing percentage, lean percentage, and fat percentage were measured using one side of the individual carcass. Backfat thickness was measured on the midline over the first, tenth, and last rib and crosssectional area. The longissimus muscle area was measured at the junction of thoracic and lumbar vertebrae, by tracing onto sulfate paper followed by planimetry.
Sample collection
Blood was collected from the anterior vena cava using vacuum tubes (no anticoagulant), allowed to clot at room temperature for 120 min, and centrifuged for 5 min at 3000 × g at 4°C, and serum was stored at −20°C. Samples of longissimus muscle over the ninth to tenth ribs were immediately obtained and frozen in liquid N 2 for ) were fixed in 4 % paraformaldehyde in PBS (pH 7.3) for histology. Liver, pituitary, and hypothalamus tissue samples also were collected immediately and held, as described above, for mRNA extraction.
Measurement of hormones and biochemical variables in plasma
The plasma concentrations of high-density lipoprotein (HDL), low-density lipoprotein (LDL), free fatty acid (FFA), cholesterol, and triglyceride (TG) were determined using an automatic analyzer (cx5, Beckman Coulter INC, Brea, CA), and the activity of lipase was determined using an ELISA kit (Luyu Bioengineering, Shanghai, China). The concentrations of cAMP, GH, IGF-I, IGFBP3, T3, T4, leptin, AD, and insulin were measured using ELISA kits (GBD Co, Ltd, USA).
Meat quality measurements
The pH of muscle samples was measured at 45 min, 24 h, and 48 h postmortem using a pH meter (HI 8242C, Beijing Hanna Instruments Science & Technology, Beijing, China). Drip loss was measured, as described by Ma et al. [17] . Meat color CIE LAB values (L*, relative lightness; a*, relative redness; b*, relative yellowness) were determined on the transverse surface of the meat sample after it was cut and exposed to air for 45 min with a colorimeter (CR-410, Minolta, Suita-shi, Osaka, Japan); Shear force was measured using an Instron Universal Mechanical Machine (Instron model 4411; Instron, Canton, MA), as described by Ma et al. [17] .
Measurement of intramuscular fat content
The muscle samples were lyophilized and grounded to powders. The IMF content was measured by petroleum ether (30 to 60°C boiling point) extraction using the Soxtec 2055 fat extraction system (Foss Tecator AB, Sweden), as described by Ma et al. [17] .
Diameter and the density of adipocytes
Fixed tissues were embedded in paraffin, sectioned at 5 -micrometer (mm), dewaxed, and then stained with hematoxylin and eosin (Beijing Biosynthesis Biotechnology Co, Ltd, Beijing, China). The sections (ten sections per sample) were viewed at ×10 magnification using a Motic BA400 microscope, and the diameter and density of the adipocytes were determined with Motic image software (Motic-Optic Industrial Group Co. Ltd, Xiamen, China).
Gene microarray analysis
Total RNA was isolated from backfat tissue from experiment 1 using TRIzol reagent (Invitrogen, Carlsbad, CA) according to the manufacturer's instructions. The quality and quantity of RNA were assessed by OD 260 /OD 280 . Five micrograms of total RNA was converted to doublestranded complementary DNA (cDNA) using the RT-kit (QIAGEN, Shanghai, China) with an oligo (dT) primer containing a T7 RNA polymerase promoter. Biotin-labeled complementary RNA (cRNA) was synthesized from purified double-stranded cDNA using a Bio-Array high-yield RNA transcript labeling kit (QIAGEN). Approximately 20 mg cRNA was fragmented to 50-300 bases and hybridized to Porcine Oligo Microarray chips (Agilent, Santa Clara, CA). A total of six chips were used here: three replicates for controls and pigs receiving dbcAMP (mRNA was pooled for the three pigs each replicate). The hybridized arrays were washed, stained, and scanned following the Porcine Oligo Microarray GeneChip Expression Analysis manual.
Real-time quantitative PCR of selected genes in backfat, liver, pituitary, and hypothalamus tissue Total RNA was isolated (as above) from hypothalamus, pituitary, liver, and backfat tissue and stored at −80°C. cDNA was produced using a commercial kit containing Reverse Transcriptase XL (AMV) and RNAsin (Invitrogen). Real-time PCR was performed using an ABI 7500 Mastercycler (Applied Biosystems, Foster City, CA) with qPCR Mix (TaKaRa, BIOINC, Japan). The gene (ADCYAP1, GHRH, CRH, POMC, PC1, PC2) expression levels were determined in hypothalamus tissue; the gene (GHRHR, GH, CRHR, POMC, TRHR, TSH) expression levels were determined in pituitary tissue; the gene (GHR, IGF-1) expression levels were determined in liver tissue. The selected genes (SAL1, STAR, CYP2A19, STAT1, SYK, CCL2, AIF1, ITGB2, CCR1 and CXCL2) of backfat were chosen from the results of the chip analysis results and beta-actin (reference transcript gene) was designed from the GenBank sequences.
Statistical analysis
Values were expressed as means ± SEM. Data were analyzed by t tests (Statistical Analysis Software version 8.1; SAS Institute, Inc, Cary, NC). Base on this, the effects of db-cAMP in experiments 1 and 2 were reanalyzed using two-way ANOVA followed by an appropriate post hoc t test. P values <0.05 were considered to be significant, and P values <0.01 were considered to be extremely significant.
Gene chip expression data analysis was performed using PCA project in the SAS system online. False discovery rate (FDR) correction was applied using the stepup method. Probe sets that met a FDR value of ≤0.05 and average fold change (FC) of at least 2 in either direction were selected for further study. The GenMAPP-CS software package (http://www.genmapp.org) was used for gene ontology (GO) and pathway analysis.
Results
Effect of dietary db-cAMP on growth performance and carcass characteristics
Dietary supplementation with 15 mg/kg db-cAMP did not affect (P > 0.05) final body weight, ADG, ADFI, or F:G ratio of the pigs in either experiments (Table 2 ). There were no significant effects of treatment on dressing percentage, longissimus muscle area, or lean percentage of the pigs in either experiment (Table 2) . Dietary db-cAMP decreased the fat percentage of the pigs by 16.1 % in experiment 1 (135-day) and 12.1 % in experiment 2 (170-day) (P < 0.05), it also deceased the average backfat thickness by 22.4 % in experiment 1 and by 17.8 % in experiment 2 (P < 0.05), and the differences were greater in experiment 1 than that in experiment 2 (P < 0.05).
Effect of db-cAMP on meat quality of finishing pigs
There were no differences on meat quality traits (e.g., pH value, drip loss, shear force, and meat color) between the control and db-cAMP-supplemented pigs in either experiment except for the decreased a* value of the meat in experiment 1 ( Table 2) .
Effect of db-cAMP on biochemical indices in serum
Dietary supplementation with db-cAMP did not affect the plasma concentrations of cholesterol, TG, FFA, HDL, or LDL and the activity of lipase in either experiment. Dietary supplementation with db-cAMP increased the plasma concentrations of GH, IGF-I, T3, T4, and cAMP in experiment 1 and strikingly decreased the plasma concentration of leptin in experiment 2 ( Table 3) .
Effect of db-cAMP on adipose tissue histology Figure 1 showed that dietary supplementation with 15 mg/kg db-cAMP increased the number of adipocytes per field and decreased the average diameter (P < 0.05) of backfat cell by 4.0 % in experiment 1 and by 7.0 % in experiment 2. Within stages, means with * differ (P < 0.05) and those with ** differ (P < 0.01) Within the same line, # means the effects of dbcAMP in experiment 1 is differ from experiment 2
Effect of db-cAMP on gene expression in hypothalamus, pituitary gland, and liver of finishing pigs
Changes in relative transcript abundance of genes of particular interest in the hypothalamus, pituitary, and liver are presented in Table 4 . Treatments with dbcAMP increased the relative abundance of ADCYAP1, GHRH, CRH, POMC, and PC1 (all P < 0.05) in the hypothalamus in experiment 1. Similar increases also occurred in pituitary abundance of GHRHR (P < 0.05), GH (P < 0.01), and POMC (P < 0.05) and hepatic expression of GHR and IGF-1 (P < 0.01) in experiment 1. At the completion of experiment 2, db-cAMP treatment increased the relative abundance of GHRH (P < 0.05), CRH (P < 0.05), POMC (P < 0.01), and PC1 (P < 0.05) in hypothalamus, GH (P < 0.05) and POMC (P < 0.05) in the pituitary gland, and hepatic expression of IGF-1 (P < 0.05). The effect of db-cAMP on these gene expression was greater in experiment 1 than those in experiment 2 (P < 0. 
Microarray analysis of backfat
To better understand the mechanism of the effect of dietary db-cAMP on fat deposition of the pigs, the backfat samples of experiment 1 were examined by microarrays and SAS analysis with thresholds for low probability values (FDR) set at P < 0.05 and log-fold change >1. Principal component analysis showed that differences between the control and treated pigs had high similarity, especially within the three control replicates. Compared with the controls, the expression of 739 gene sets in treated animals changed significantly (P < 0.05, fold change >2, or <0.5); 248 gene sets were up-regulated (red), and 491 gene sets were down-regulated (green). Of the 739, only 84 gene sets have detailed comments and can be found in public databases for pigs; 14 were up-regulated and 70 down-regulated (Table 5 ). The heatmap plot (Fig. 2) showed that most of these genes (83 %) were down-regulated in pigs supplemented with db-cAMP compared with the controls.
Gene ontology analysis (SAS) showed that, compared with the controls, differentially expressed genes in dbcAMP supplemented pigs were significantly enriched in the categories listed in Table 6 . The highest enrichment occurred in cell activation and immune functions, including leukocyte functions. Pathway analysis of the 84 differentially expressed genes in pigs supplemented with db-cAMP exposed the top five significant pathway maps involving 30 genes, and all of these were down-regulated (Fig. 3) . The pathways, chemokine signaling, cell adhesion molecules (CAMs), Toll-like receptor signaling, cytokine-cytokine receptor interaction, antigen processing and presentation, and type I diabetes mellitus are consistent with the dietary supplementation causing a significant change in immune or inflammatory status of the adipose tissue.
Verification test
A selection of ten genes with relatively large change and related to fat metabolism or cell signaling were chosen to verify that their relative transcript abundance determined by the gene chips could be confirmed using realtime, quantitative PCR. For nine genes (Fig. 4) , there was high correlation between the results of the mRNA array and qPCR methods (the average R 2 89 %).
Discussion
Consistent with others' findings [39] , the present dietary supplementation with 15 mg/kg db-cAMP significantly decreased the backfat thickness and fat percentage of finishing pigs in both experiments while it did not affect growth performance or meat quality in either experiment, but Tian [36] found that db-cAMP stimulated the growth performance of pigs. The present research also showed that db-cAMP decreased the backfat thickness and backfat percentage more marked in the earlier stages than the later stages of finishing pigs, which implied that supplementation of db-cAMP in the earlier phase is better than the later phase of finishing pigs. This additive also was found to improve carcass composition and increase longissimus area and lean percentages in other experiment [39] . In our experiment, the longissimus area had a trend to increase after treated with db-cAMP. The changes in adipocyte volume can be used to estimate fat deposition in pigs [33] and adult rats [24] . The result of our experiment verified the previous found that dietary db-cAMP decreased the diameter of adipocytes [38] in two different stages of finishing pigs, which may be caused by inhibiting the proliferation of preadipocytes and their differentiation [21] , but the mechanism of db-cAMP inhibiting the proliferation and differentiation of preadipocytes is not illuminated yet. Db-cAMP increasing the activities of lipolytic enzymes [4] and inhibiting lipogenesis [21] was another reason for the backfat thickness decreased. The present study found that db-cAMP strikingly increased the plasma concentrations of cAMP at the earlier phase of finishing pigs and decreased the plasma concentrations of leptin at the later phase of finishing pigs, which verified the finding of Maeda and Horiuchi [19] . Dietary db-cAMP clearly influenced fat metabolism related to hormone and genes in the hypothalamus and pituitary, most notably in the earlier phase of finishing pigs; this is our novel founding. Both GH and its downstream peptide IGF-I and T3 and T4 were at higher concentrations in db-cAMP-treated pigs. Underlying these changes, there were increases in several gene expression level in the hypothalamus, pituitary, and liver in supplemented pigs. These included hypothalamic expression of ADCYAP1 which activates adenylyl cyclase to increase endogenous cAMP and stimulates secretion of GHRH and CRH [3, 20] , GHRH, CRH, POMC, and PC1 genes. Supplementation with db-cAMP increased pituitary expression of GHRHR and GH and hepatic expression of GHR and IGF-1, all of which indicated enhanced activity of the GHRH-GH-IGF-1 axis. Some of these responses were also evident, though of less magnitude, in the second stage of finishing (day 170), consistent with higher circulating concentrations of GH and IGF-1 in the supplemented pigs. In experiment 1, supplemented pigs had higher plasma concentrations of T3 and T4 though no changes in pituitary expression of TRHR or TSH. The thyroid hormones promote and, in cooperation with GH and IGF-1, stimulate lipolysis [8, 37] . The findings described here help explain that db-cAMP increased the plasma contents of GH, IGF-1, T3, and T4 [6, 21, 39] . Dietary supplementation with db-cAMP also influenced the POMC axis with increasing the expression of POMC both in hypothalamus and pituitary and CRH, PC1, and PC2 in hypothalamus. This system is implicated in the regulation of lipolysis and interactions between CRH and POMC [2, 9, 28] , which also was affected by the dietary energy level and energy intake [22] and hydrolyzed by PC1 and PC2 [14, 34] . The changes detected here suggest some involvement of the POMC system in the effects of db-cAMP on lipid metabolism and fat accretion, and the possible mechanisms need to be further researched. Db-cAMP decreasing the backfat thickness and backfat percentage was verified by the 2 experiments using different phases of finishing pigs in this present study, and we found new mechanism of db-cAMP regulating fat metabolism by mRNA array analysis that was dbcAMP affected the immune/inflammatory reaction. As the backfat thickness was obviously reduced by dietary db-cAMP in the earlier phase of the finishing pigs, gene expression in this tissue also was examined to expose likely underlying mechanisms. Go analysis result showed that db-cAMP inhibited the proliferation and differentiation of fat cells and reduces the deposition of adipose tissue through inhibiting adipose tissue cell activation, cell tropism, leukocyte activation, migration, and the immune system activation of the fattening pig. A relatively low proportion (11 %) of the differentially expressed gene sets was adequately documented, and of these, the bulk (83 %) was down-regulated in db-cAMP-treated pigs. It was of interest that the most striking changes occurred, not in genes obviously related to lipid metabolism but in cohorts associated with immune/inflammatory functions related to insulin sensitive or lipolysis. There is increasing recognition that inflammatory reactions in adipose tissue contribute to adiposity and appear to be linked to the metabolic syndrome and type I diabetes. The differentially expressed genes identified here were most obviously associated with pathways including chemokine signaling, CAMs, antigen processing and presentation, Toll-like receptor signaling, cancer, cytokine-cytokine receptor interaction, and type I diabetes mellitus. The chemokine member CCL2 was highly expressed in adipose tissue and contributed to the cells becoming insulin resistant [10, 26] while CXCL2 (or MIP-2), encoding macrophage inflammatory protein 2-alpha (MIP2-alpha), was the main marker of inflammatory reaction in metabolic syndrome [16, 35] . Another cytokine IL-8 [18] was highly expressed in hypertrophied adipocytes [1] , and its inhibition decreased the likelihood of obesity and type 2 diabetes [15] . Cytokine receptors such as CCR1, CCR2, CCR3, and CCR5 also related to insulin sensitivity [12] , in turn closely connected with the size of adipocytes [32] . These genes also were downregulated and stimulated lipolysis [23] . Although in the present experiment db-cAMP did not decrease the concentration of plasma insulin, it could decrease the insulin sensitivity and stimulate the lipolysis, which reasons need further research. The CAMs pathway included a number of differentially expressed genes involved in inflammatory infiltration, reactions, and responses [25] . Their down-regulation in pigs treated with db-cAMP suggests diminished inflammatory sensitivity, perhaps resulting in reduced fat accretion. This interpretation was further supported by the diminished expression of several genes involved in Toll-like receptor signaling pathways critically involved in mediating inflammatory responses including in adipocytes, some of which were readily influenced by high-energy diets [27] and contributed to other pro-inflammatory factors secretion and insulin resistance [13] . The differential expression of these genes in backfat exposed by microarray analysis was, for the most part, convincingly supported by quantitative PCR measurements so they appear to be legitimate.
Conclusions
The results obtained from these analyses indicated that dietary supplementation of finishing pigs with db-cAMP resulted in significantly reduced accumulation of subcutaneous fat without changing growth performance or carcass characteristics, apparently stemmed from suppression of the inflammatory system within the adipose tissue related to insulin sensitive or lipolysis. There were additional systemic effects of treatment detected within major endocrine GHRH-GH-IGF-1 axis and POMC system, which are known to be involved in growth and energy metabolism. Any reduction in excessive fat deposition in finishing animals has economic and food quality consequences, so improved understanding of the underlying mechanisms allows exploring new strategies for manipulating fat accretion. This study has contributed to explaining how dietary supplemental db-cAMP provides a potential approach to achieving a more desirable animal product. In addition, this study illustrated that db-cAMP regulated fat deposition through improving the immune system, which is of potential value to dissect molecular pathways influencing fat deposition by db-cAMP. It would be benefit for health of human clinically used for weight loss.
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